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The chloramphenicol acetyl transferase (CAT) gene is widely used as a reporter gene to analyse promoters and other gene regulatory elements. Cloning of a DNA fragment into a CAT vector such as pSVO CAT (1) usually involves blunt-end ligation with no control over the orientation of the insert. This is because the first generation CAT vectors lack convenient multiple restriction sites immediately upstream of the CAT gene. At least two CAT vectors have since been constructed with a multiple cloning site 5' to the CAT gene (2, 3) . Both vectors are based on bluescribe Ks + . At least one of the vectors (Ks+-SVOCAT) expresses some basal CAT activity in host cells, probably directed by the T7 promoter (2). Also, it has restriction sites within the multiple cloning site that appear elsewhere in the plasmid. As an alternative to the bluescribe series, we have modified the original pSVO vector to incorporate a unique polylinker region which can facilitate both molecular cloning of a DNA fragment as well as controlled deletion of sequence from either end of the insert.
Plasmid pLinkCAT is shown in Fig. 1 . Two synthetic oligonucleotides were annealed to generate a polylinker fragment with a HindHI half site at one end and a two base overhang at the other end complementary to an AccI half site. The polylinker was then ligated into the large fragment of pSV2CAT digested with AccI and Hindm such that the flanking Hindm restriction site was regenerated and the AccI site was lost, making the AccI site within the polylinker unique.
As a test of vector function, the Rous sarcoma virus (RSV) long terminal repeat from pRSV /3-globin (4) was cloned between the HindHI and Smal sites of pLinkCAT to give pLink-RSVCAT. The constructs pLinkCAT, pLink-RSVCAT, pSV2CAT (positive control) and pSVOCAT (negative control) were transfected into mammalian hepatoma HepG2 cells (1) cultured as previously described (5) . CAT assays (6) show that pLinkCAT does not direct CAT expression unless a promoter like RSV-LTR is inserted (Table 1) .
